was measured by flow cytometry. Mean channel fluores-
. Thus, binding differences between activated and naive T cells were apparent whether binding was done at 4ЊC or 37ЊC.
Curvilinearity in a Scatchard plot may be due to a number of different molecular mechanisms (Wofsy and Goldstein, 1992) . One possible mechanism is that activated T cells have acquired a second independent site that binds MHC with a different affinity than the TCR of naive cells. A second mechanism consistent with a curvilinear Scatchard plot is negative cooperativity; binding of ligand to one TCR lowers the affinity of other TCRs for another ligand molecule. Finally, the curvilinear Figure 4F ). Thereconcentration dependence than to naive T cells at 37ЊC (Figures 3A and 3C) . The difference between activated fore, functionally there is no steric inhibition between TCR and peptide-MHC due to H57 binding. and naive cells is highlighted at low concentrations of Figure 5A ). When cholesterol was added to naive cells, the slope of the Scatchard plot increased avidity stronger than the intrinsic single site affinity. Analysis of the binding data indicated that the overall and became more curvilinear than that for untreated naive cells ( Figure 5B ). Conversely, depletion of cholesavidity, K v , of the dimeric MHC for activated cells was ‫-05ف‬fold higher than for naive cells at 4ЊC and ‫-51ف‬ to terol from activated cells reduced the avidity of MHC dimer binding ( Figure 5C ) and was reflected in a change 20-fold higher than for naive cells at 37ЊC (Table 1) . The increased avidity of MHC-Ig binding on activated T cells in the Scatchard plot that was less curvilinear ( Figure  5D ). Treatment of activated cells with sphingomyelinase, is due to an increased cross-linking constant (K x ), rather than an increased intrinsic dissociation constant (K d ) an enzyme that cleaves sphingomyelin, another important component in rafts, also reduced the avidity of di-( (Kedl et al., 2000) . In light of our findings enhanced avidity of activated T cells may be a general that TCR avidity is dependent on the physiologic state mechanism for promoting efficient cell signaling and of activation, it is also possible that these results are, represents an early mechanism of immunomodulation. at least in part, due to different physiologic states of activation. Thus, in analyzing affinities/off-rates of popu-
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lations of T cells it is also important to account for their physiologic state of activation. 
Generation of Naive and Activated 2C T Cells

